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60539.04 vas tested in the in vitro Syrian Eamster Embryo (SPB) eel1 
transformation assay to determine its potential to induce morphological 
transformation. GO539.04 vas tested at concentrations ranging froa 0.1 to 0.35 
ug/ml. Treatment vith 0.3 ug/al yielded a statistically significantly increase 
in morphological transformation frequency coaparcd to the solvent control. 
Concentrations tested belov 0.3 ug/,al did not cause a significant response. 
Concentrations of GO539.04 at or above 0.3 ug/ml vere extremely toxic to SEiE 
cells as indicated by a reduction in plating efficiency cornpaired to controls, 

II. PURPOSE 

The objective of this study vas to determine the potential for GOS39.04 to 
cause a significant increase in morphological transformation ,frequency compared 
to solvent controls in the in vitro Syrian hamster Embryo transformation assay. 
The transformation activity of the test substance vas compared to that of a 
solvent control (DHSO) and to that of benzola]pyrene which is routinely used in 
this assay as a positive control. 

III. MATERIALS AND KETEODS 

The procedures described in Protocol C45 (Clonal Transformation Assay Using SHE 
Cells) vere used, vithout deviation from the protocol. A test substance 
solubility test shoved DhSO vas the solvent of choice. The test substance 
Cytotoxicity Assay vas done to determine a concentration that yielded at least 
50% reduction in SEE cell plating efficiency. 0.35 ug/ml test substance yielded 
a plating efficiency of approximately 50% of that of the solvent control. 
Plating efficiency inhibition is considered to be an indicator of toxicity in 
this assay. Five test substance dose groups (0.1,0.2,0.25,0.3,and 0.35 ug/ml), 
a solvent (DflSO) control group, tvo positive control groups (2,5 and 10 pg/ml 
benzo[a]pyrene), and a nontreated control group vert tested in the 
transformation assay. SHE cells vere cultured in the presenae of test 
solutions for seven days at vhich time the cultures vere fix&d and stained. 
Clone counts vere done to determine plating efficiency, and transformed clones 
vere scored to asses transformation frequency. The transformation assay vas run 
in duplicate, and the resultant data vere pooled. 

IV. RESULTS 

The rav data from the Cytotoxicity Assay and the Transformatjron Assay (both 
tests) are included in the Appendix. Table 1 and Pigure 1 swbmarizt the 
cytotoxicity data. Plating efficiency vas reduced by 50X at’a concentration of 
GO539.04 of between 0.3 and 0.35 ug/ml GO539.04 compared to control. Table 2 
and Figure 2 sunarize the transformation assay data. GOS39iOC at 0.3 ug/ml 
caused a statistically significant increase in transformation frequency 
(~(0.047) compared to control. Concentrations belov 0.3 ug/al had no effect on 
morphological transformation frequency. Transformation frequency vas also not 
increased at concentrations of GO539.04 greater than 0.3 uglal, most likely 
due to 60539.04 cytotoxicity. 



V. CONCLUSION OrtOl&g- 

Since GO539.04 yielded a significant increase in morphological transformation 
frequency at only one dose level (0.3 ug/ml), further study of this compound is 
justified. One question that is raised is the role of GO539.014 cytotoxicity in 
GO539.04 transformation. host of the knovn rodent or human icarcinogens 
examined vith this assay to date induce a significant increase in 
transformation frequency at multiple doses at least one dosd of vhich is not 
cytotoxic. Examples of this are the benzo[a)pyrtne dose groups (Table 2). 
Benzo[a]pyrene at 2.5 and 10 @ml resulted in significantly positive 
transformation frequencies, vhile plating efficiencies at these doses were only 
slightly less than that of the solvent control. 

Study Directbr Study Technician 



Table 1 

GO539.04 EFFECTS ON PLATING EPPICIENCY-CYTOTOlCX'I'Y ASSAY 

000186 

Treatment Plating Plating Efficiency 
(ug/ml) (Xl (X of Control) 

Control 49.9 +/- 1.95 100 
0.1 52.3 +/- 3.70 104.8 
0.2 46.9 +/- 4.65 94 
0.3 32.8 +/- 3.43 65.7 
0.4 4.27+/- 2.12 8.6 
0.5 0 0 

. Colony number/plate/75 target cells plated X 100. Values shovn 
represent (mean +/- S.E.H.) vith five replicates; 

b Plating efficiency expressed here as X of DHSO control. 

Table 2 

G0539.04 TRANSFORHATION ASSAY-SUMARY TABLE 

Treatment Plating Efficiency Total X AC’ Y TCb X AC= % TC= 
(L&ml 1 (mean +/- SE!!) Colonies 

Scored 

Control 
0.1 
0.2 
0.25 
0.3 
0.35 

NTCd 
2.5 BaP 

10 BaP 

46.93 +/- 0.88 1408 0 6 0 0.43 
45.40 +/- 0.91 1362 3 1 0.22 0.07 
39.04 +/- 0.87 1171 4 2 0.34 0.17 
31.07 +/- 1.25 932 1 3 0.11 6.32 
15.04 +/- 1.18 451 1 6 0.22 1.33' 

3.47 +/- 0.58 104 0 1 0 0.96 
48.54 +/- 1.02 1456 1 3 0.07 0.21 
42.31 +/- 0.97 1269 1 18 0.08 1.42. 
41.42 +/- 1.20 1243 3 25 0.24 2.01. , 

l AC I Altered Colonies. 
b TC = Transf armed Colonies. 
= X AC and XTC - # AC/Total colonies scored X 100 and I TC/Total colonies 

scored X 100 respectively. 
d NTC = Nontreated Control. 
l Transformation frequency significantly different (PC0105) from solvent 

control. 



Fig. 1. ~0939.04 toxicity on SEE cells. 7S S&b tar&et cellsi were plated/60 ma 
plate. A , plating efficiency expressed as X of targeted :c@ls. Data points 
reprtrtnt mean i SEH of the phttlng efficiency from S platts~CZ0S39.04 
conctntration. 
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Pig 2. G0539.04 transformation of SE@ cells. A, , plates efficiency expressed 
as % of targeted cells; m transformation frequency cxprts~bd t of transformed 
colonies/total colonies scored X 100. * denotes that the indicated data point 
is statistically different (PqO.047) from unmarked points on the curve. 
Horizontal dotted line indicates the transformation frequency of the 10 ug/ml 
benzo[a]pyrene control. 



Figure 2 60539.04 
TRANSFORMATION 
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